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(57) [SJ^J] 

=5:, PCRfit$r^iJfflL/iRNA(7)g*#l5^ffi(ft-ri>o 

RNAtcWW'S-cDNAW-^BS;. MtX 
tKc D N Aprils i: P C R^fflt->T RNA4S: as 
SigcDNAcO-&jS. MtA'tPCRS:. R 
N AXti c D N AM-^ttcO^?fiTl*-Oi50Rie§f5*T' 
jiglLTIf 3 R N AicofflS^-ffi, ffite^f:-S5tt&Wt^ 
mm. i««ittDNA/-K'J;<7— ti'. 4fflc7)r7j-^>'U'1<" 

RNAXticDNA^-^tl, 'j rK'^ ^' U-T— trW* 
^il^-ft-W-T'?) , ±iBRN Ag<7)aiS:^ffitffiffl$ill>S 
iSRJi:«2:-^W-r?.RNAfic7)Sil^df..yh, 
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tile DNA^i^Si: ii' • fx-y ■ 'J 

r^i^^y (PGR) $rfflV^tRNAM?:il^1-|>*ffi 
(:Jol.>t. iiSc DNAiTj^jS. MVtPCR?-, RN 
AXti c D N AM^!f!!|cO#i£T{~-oc7)RJ5!;5§?itf t-jS 
MLT 5 ^ t ^Itii^; tl> RN Aft^iPl|^*-a. 
mim2\ PCR5-, iJ'-^<i;t V- 
M2rffifflL;t 2SI®iOP C RtC J; oTfif 3 .1 i: itt 

•r s ii*ja 1 latKio r n Aacongs-ffi . 

A,if;/7— t'ts 1SiEvge2rfl-$^l,«ttDNA;}^ 

y 7 cos^iTiot J; -^xmkth z t mm 1 1 

h 1 * 1. V Hi 2 idiccT) R N Agc7)iJ5g:^ra, 

[11^514] WTl mRNA, li-T^^y mR 
NA. -t-^ h^7f->- mRNA, Fits mRN 
A, bcr/abl mRNA, pml/rara m 
RNA, ami l/mtgS mRNA, e2a/pb 
xl TaR^ht^ioWSi^ixhmRnx^m&n^t't 
i, fS*^ 1 - 3 O V ^-ftL*^ 1 JltCia^cO R N ASOilJg 

1 - 3 (?)V-i-f il*- 1 iKcieigcORN AJ:<7)iiJg:^atffi 

[11*316] WTl mRNA, B-T^'hy mR 
NA, mRNA, Flt3 mRN 

A, bcr/abl mRNA, pml/rara m 
RNA, ami l/mtg8 mRNA, e2a/pb 
xl mRnKt^t,m{^tlhmRnAmm^M^b1r 

[11*117] m-M^5hh\^^i(>wm(r)WBm.<niK 

[ i**3S 8 ] ii*5l 5 Xti 6 lSttcDKlE?g , J) 1. 1 Hi 

NAficoaijgdf. .y ^„ 

[%BJ5wp,mE0H] 

[00 0 1] 

i*4ti.m*coRNA£?)^^aa, sis. ftjsjgtc 

[0002] 

(PGR) ffit LT;i;<tt<biit^^l.. 3S^t, WW 



:J)-Kti:RN A, 1#HmRN AfOgftfcfcV^t tSUtf'l 
ffi^itl.J:'j{C^-:>T^fc. RNA05e*t)i^ffiffl$ 
tlim-^RT-PCRm^i. RNAS^iftiOit^^TT'R 

N A i,zimw-mm & it-ffl $ t c d n a $r i^s-r !> R 
^mm^im^-^xcDNA^t^mthKm, mzz(n 

cDNAtcDNAM-&it*)$raL.T<7)PCR, 

±ie*1£c^PCRc7)Igg-211|ff3. 
^■^Xr -:/ K P G RSt I, ^ p IXAix (^ilT ^ tz , L 
*>L, ifLA.<7)-Sft6<)>tRNAS»-Stcti, \^<^-oii-^ 

L, ^ uxa y 5 g y ^ 
?ie>I-f MHt ^-^T P c R-JMiZy[^7^f y 

H P C RffiSrfflV ^Ttti-^tti^f^ls i:LT3lSi;^'9, 
t -rtl-ilOTti^i^tc^r !> . P C Rffi3f)^)S< lEffl$ 

ii^^aiz^':'Xhztii^mMmmtimnm^ 

^^ITV^^U. ^:io, RNA*»/i,OcDNA-^fi!c, Mt>' 
ic P C RRJEI: 1 ■o<7)RJ6g5lTlT 3 ^ffiliStt^' * 
r^:i^X (BioTechniques ) , ^18^, 11678 -687 
M (1995) l,zmm^tlX\>-^i.t\ iWiM^RT-PC 
Rt:ii^ < , R N AcO^S?:'BTt|tc t/c t cofti^ri^^o 
it, 

[0003] 

[%BWfg-^tj;^J:-r2.MIM] PC 
RaSrfW L/^R N Ac7)$MStM-tl.±ie^OFflaii(5r 

^HSL, sfSTisf^tt, wmmzmtL. a^ok^s^^str 

N Ac0^a#SI:Sl*-ri> ; t „ 
[0004] 

[aM^fj??*ti./^i6i^#s] :$:mMmm-fm£. * 

?|Bfl«|^ 1 W^HfltiR N Aft<7)ii£^ffi{Cll L , RN A 
tCfflMW^rcDNAcD-^^, MmciScDNA^iSMi: 
Lfz PGR $rfflv R N Afl^f,J€-ri.:^rffitfcV , 
Si^c D N AcO-^fi?., Mt/^(CPCRSr, RNAXticD 
N AM^ftcO#ST(C— ?c7)KJS§tl+T jiS LTff 3 

RNAM^ifmizmm^ti^KmmiizmL. a^^vstt 

^*tl.P*, WattDNA4^U^7-Hf, 4«c7)rjr 
=5rxi; 3? ^ Ujff- F = 'J yig, ii'-^< t i, l ^:*c0T7 
RNAXt±cDNAM-^*S!ls 'JrKif^Ur- 

-t'i5is»ij^^*t-i> i t mmt ti> . mz , ^mn<r) 

^3 WJ1«RNA.lc7)il]^df .y ht^ML, m2(Dm 

comm. xmmit^mmmixfzmum-'r'^t 

[0005] *%0M/?.tmm5f^^Mia, m<'<^ ; 
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a, mwim-^RT-pcR (ccRP) mw^is:^ 

[0006] 

wmits:\^tK mt\,mm. m.. m^. mm. 

10 0ac13'90. 0 lng'-l/^g:;&iSLTV^-l., 
[00 07] *f|BBiC*3C^t5i^li^RT-PCR (C 
CRP ) ffitCffiffl^tL^RJiEffl^fclt 

7 ~ 1 0 CO h 'J xmmmtmf^ti. mK^ipns 

|,p^Mi;^(CD N A;K 'J ;^ 7— t'«vStt^3^£^S^ 
5~5 OinMiOifiJKT-asDa^ixS, Ms^ ^yi/ii^^oMX' 
tt^lj, ^i^JfllJtT/l/ySy (BSA) . ^^^ym. M 

m^^'&i:^-timmm/iz d n a;k ^ 5 — ^r'covStt 

[0008] mmw'&^'^^tmmt Lt«h 
«ffi':7-^;^>^Ei3*MK^p* (amv) . y^xmrn^^ 
^ fi^^^m^^mm (RAV2 ) , ^a-- • ^^xs 

aiLfi^-^/l^Xi5feffife^f:p« (MMLV) . ^--77. 

■-f—^y^>l-X (Thermusthermophilus) iJl^DNA 
/■KU^5— If (Tth) . • ;^;l^h'r-?-^'X 

(Bacillus cardotenax ) i*DNA;KiJ;<5— fe' (B 

ca) , m/i:z^ti^<r)immmf'h'tLiii^. cfx-i. 

[00 09] PCR*llfflC^|>it»ttDNA*f'J;<7- 
HitLTti. S-^cOi}iittDNA;K'J^7--fc:\ ^Ittf 
•f—-?X ■ T^T^ ■{ ilX (Thernius aquaticus ) 
DNAd^y;<5— fe: (Taq) , ±iS(7)Tt t°na 
'y;^X • 7'J:t-fX (Pyrococcus furiosus ) iJftDN 
A;Ky;<7— fer' (Pf u) , fori ■ tC-'Z-fe'^ 

(Pyrococcus wosei ) Et35feDNA;Ky;^ 7— If ( Pw 



o) , t°03 y^X KOD (Pyrococcus sp. str 
ain KODl) |i*DNA.-KiJ;>< 7— fe' (KOD) . ^'l/> 
:?'-y^'DNAt°y^7-Hf (K 1 e nTaq) 

[0010] *%Hjxii, ff^ L<{i«aEvgtt. -t^i? 

N A.-KU 5— ti't KiEvSttS-Jf /^^:V«attD N A.t" 

iliS«i'l4DNA;KU;)<5— ft LttJP f u , Pwo, K 

h. SaEvgtt2rftJt^i«ttDNAt°'J^5-^ft L 
TtiTaq, Kl e nTaq^*iW^ixS*\ 't'T'^ 
TaqASft^jgLTV^I), ^ix^>cOS«$rM^LTffiffl 

[0011] *^Hg<7)RNAc7)ga:^ffiT-aafe^-^tt 
5r^-ri.^«i:»SWtD N Ad^ y ;< 7— If «OH:^Sr^t^ 

t+:5i-fi»$ix^Wit^=5r^>-r. D NA^y ;>< 7— t' 
t|iI*X(i;J;03!a*K'S)-?.£^g>f!^'*.g>» M*e<JWi:l 0 
Oa£ l(OSJ£^T'5-2 0 0U;?)SjiLTfc'9, *St::AM 
VT1i5~5 0U*i'3iLTl^l.. ^Jt. DNA,t°y;^^ 
-^fi;<Z)Jt^m : 1-5 : 1. $/bt#^L<ti2 : 
1-4 : lAi'SLTV^I,, ^fz. *^B^t1i)£IS^vStt 
^Wti-g*. «iEvStt^W-ri>»iittDNA;Ky^5 
-- tf. tSiEvSeS:^rL^l.«I^DNA*fy><7— IfcO 

3a^^tfRj£«feffiffl^ixs„ a«^vgit&*-r^» 

«J:LTAMV, tJjEvSttS:*-ri.DNA;Ky;^ 9— t' 
iiLTPf ejEvgtt^*L=frV^DNA*°y^5— tr' 
t UTTa q J m-fixffiffl-r.&«^. fttlSSfl. ^ 
(7)Tmc^*\ #^<^vSttJ:t*i: LTAMV. Pf 
Taq2r2 4 : 1 : 6 tOf ^-^■r■-&t^R^E«*^'^f 

[0012] mmz\,t c D N A^BicMW: P C RtCio 
l^taSi: ^1. 4ScOr^j-=3f i^if l-^^ HHy >K 
(dATP. dCTP. dGTP. dTTP;*BflM 

x\,i.:L(nAmcW^^Lx d NTP tiam-ti. ) ^^mjins 

flSo tit, dNTP(±^<7)-r/^t. Xt±-g|5*\ 

Ti8iPSt>VXt±Sli$ ^it d N T P tcg# m;t I. .1 
[00 13] 3|s:%BHtCfcV'>t:#,MRNA^>f>C0cDNA 

ffiffl$tl^S{E^tttfc».>TSS<)RNACJ^ILTr 
i>cOT-ft3fl«'!tf (-KSS$iX.?. i;OT«^V-i. 
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e-lOO^^U^-l-V. ifS L.<(.il 0-3 

^(^cDNA-^mzmK^tiiry-^-?-iDNAa)m 

[0014] ^^mi,Zti\,^xmm^tll RNAS-^» 

x/iz c D N Am-^mi^^^coumxmth ; t ^^t'^ 

^t'T^ra- ;t7' •'f'<xyv--x -f us 
A (Proc. Natl. Acad. Sci. USA) . ^87^. ^2725- 
2729K (1990) 9')=:.il)V ^^XVU- (Clin. Ch 
em. ) , ^41^. 11819 -825 H (1995) . y'y y Y 
(Blood ) , 1^82^, S1929-19361: (1993) ^(CES 

ixxi^iw tfz^ m^i,±^cr)mmmmmmR n a 

fii^co i> £7) t E SijT- ^ I, J: d , g6^J R N A t t±M^r ^ m 

^(^m«mMmt:-^i ixd i^zimt"^^ x-hi « m^<r> 
mmmts:m:^m. mmmzx -yx^m^zmn-^ 
I hcoThmx < . m^commmmxu 10-20 

^cr)mM:im6^RNA^^<7){,(Ocr)7 5-1 2 5%c7)IE 

mx'htiiitx\'\ 

[00151 ±iicom-^mi^cr>m$am^mmtmzR 
tih. mni,immhi>\^\,im^m^m^i<zm 

Mz^^ L/tse^ R N AMVtM^fti*cotiiiSft* 

SrJt^L. li-^f^5Efe*ii6*tl(;:*]-r.g.gS<jRNA|3^* 
C0l;j:b*>'l : 1 T"J)l.^fc{igWRN A(7)fit±isjD§ 

n->^ y)V'm.m.mt,zx ^ t lifsjSM^fflst-?. ^t^ 

A ro v-^ Ymx-m^ Lfzmzyiv(^'w-%imh 
i)\ x^m%t£:mmm^w^mLxxmm^im 

[00161 ^mmzX ^^-^ii^RT- P C R 

( C C R P ) OR£<^f^2:ttTt^1-. K^^^mz d 

2:W1-|.SI», iB^DNAH<'i;.X7— <r\ RNAXti 



«i T1i 4 rOTTR;^ L t fc < . ; tilol^ L J; 3 
i:-ri.^^SlS:SsSnL4 5-7 O^C. »^L<a5 0-6 
0"C-C'5-3 0^\ i[fiL<(il 0-2 0ii-RJSS-<i:c 
DNA-^Jt$rff3. ?lig^9 0-9 9°CT'l-2:«-|S?S 
RNA-cDNAti^f*^SJtt§-ti:|,. Mtc9 0- 
9 9'"Ci0^g:j£, 4 5-6 5^07-- 'J y^Km^ 
60-80 °C£7)DNA (yts:h mffA '7 )VK 
Jt52: 2-5 0-9--^ ^/Mt^TMWRN Afl3*(7)D N Aiff 

f^^wm h . ^\z%^-m/x\m%m: i^±t h 

to(c^^;^TvKPCR?rffdit-&ai. IgPgg. 2j=S 
pgBo P c Rtcffiffl-ti, -e-^fttcfilu*^ 
§?ll*It^.jDUTfel'. 2ai5gc7)PCR$:ii^Ltfi^a 

>i^:i>T#l.. io^^igpggfOPCRfflr^^-e- 
*t± 2 SPggOP C Rfflr 5 -^-Si '9d'-^:< -ta .1 
i!F^ L<{i 1 0 Oif WTtO**JaLTU 

[0017] *fgH)fco:^^t J; 0 -ec!04S:il£Six|,M 

6<)RN A(ct±f5i(^$iM{±^< , jii^r^^ -^-nm 

CO c D N A cOJiSid^ni . J) § V Hi <! a <i i7)-g|5*i'gt*0r 
S)l>RNAi7)gSS:^f mRNA^Se^ 
i: Uo*i-^W±, fflV^^tStfi+T'iOKmRN A(C3-H 
$i^l.:?yM•^?^o^ilSS:ft]|,;i:^^X■■|^|., ^/i. 

mmmth ^h^^x-^h. s /t , ^wm-fi'm.z^ 
•9. •^A}vxmm.-k'iioztt^x'%h. n^ttnh'^ 

A )VX t (±!^t;Kg5Et±^r < , M;c «' D N A ^ /[.-Xct)*! 
-&a±yyADNA*^<iK^?ii;C:RNA5r. ^/c:. R 
NA'^-f /l/XO^fctij^VARNAgfr^gflijt LT 

i.H't hCMffife'^-Yyi'X (Hcv) , hh^a^^-^ 

( H I V ) ^if^i^^tfj^igi: Lxmi^tih. 
[0018] *l&0Bio:^ffitc i 0 ^ co^ilfi^iis^ii 

Sge<jRNA, #{It b(7)mRNA>: LTti-, ^iRtfW 
Tl mRNA. /3-T^'f->- inRNA. -tf-^ h^r^ 
f-ymRNA, F 1 t 3 mRN A, b c r /a b 1 
mRNA^ pml/rara mRNA^ amll/m 
tgS mRNA, e 2 a/p b X 1 mRNA^*»'^ 
tf4>ai>, ;il^>cOmRNA(7)tSSie?iJtCll-r.|.tf?l5 
(i. ^tL^itTi£<^|g:fct-ie«5$iiTV^§, WTi : r 

;tr -y-^xyv—x -y-' USA, m8S^^, 

mi8-9622i: (1991) . 0 -7^>^y : ^ f'l^A -y:^ 
7i^-yX y-^f-f- (Nucl. Acids Res. ) , ^12^, 
m87-16%i: (1984) , -t-f h-yyi-yi 
-f •/^'Ti^-zX ijtf-^, m5^. ^10058 M (198 
7) . h^5^y2 0 : TV7x^yT'fX-v3 
y (Differentiation ) , 1^53^, ^95-104 H (199 
3) , F 1 t3 : ^82^. |g1110-U19H (1 
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993) o bcr/abl (ALLM) : TOv— r-fy 

xyv— X 5r7' -f" USA, ^83^. §19768-9772 
M (1986) „ be r/ab 1 (CMLS) : 
— 7yK -fe/W?— ^Oi/— (Mol. Cell. Bio 
1. ) , ^6^. ^607 -616 W (1986) . -feyP (Cel 
1 ) . m47^. ^277 -284 H (1986) . pm 1 /r a 
r a : -feyl-, 1^66^, ^663 -674 H (1991) .ami 
1/mt g8 : d^' xy;K i-'A'— f^l^ (The EMBO Jou 
rnal) , »12^, ^2715-27211 (1993) . e2a/p 
bxl : -k/P. 1160^. S535 -5451: (1990) , 

[0019] ±ieo j; 0 yk^^mn-mzxiRNAA 

RC7) 2 -9C7)^^Ki£4:'£>S=S:#«fiS;:B- ( d N T P . M g 

JM, pHislSco;ti6<7)Mftfiict}3-^) , Mm'^imit-t 
SP*. ilffittDNA*°y;^5— tr.. ±iEc02RtElCffi 
ffl$ixl.r5^7-, RNAXticDNAM-^^*lSr-r^ 

htiiie^O^ratftotRNAcoe^^rffiffi. ffl 

[00 20] 

[ mtm ] OT. *^BH^*tef?'j^ t -5 T mzMmiz 
mm-fiAK :^m^tziii^commm^zx^xm^^ix 

[00 2 1 ] l WT l mRN AO^MS 

( 1 ) RNAM^1D(7)i1^ 

t heiJlfi«T'J)^K-5 6 2W (ATCC CC 
L-243) iOTr iZo 1 ( ^'^'n B R L^± 
S) S:fflV^t:^RNAS:iBSL.?t. itO^RNA 
^ilSfcL, RNA PCR^-y h ( AMV) Ve r . 
2. 1 (SjijtaS) ^fieiSL^tRT-PCRtiot 
WTl cDNAS:p|^L;^^, RT-PCRWiWTl 

-Fi, wTi-Ri (mm(Dmm^i. 2(c-?-n 

^•^ir?-^ -7- WT 1 - F 1 , WT 1 - R 1 COi^mE 



n^9rkt, ) <7)2o<7)r7-<-7-?ri$fflLJt= liil,z]: 
o T 2 8 7 bp<7)WT 1 c D N A im 4> ^XJt o ±iS 
<7)WT1 cDNA^iiai: L./tPCRSr^fv\ -e<?)JS 

fc, PCRWiPCR7y7°U7 -f^^-i^a y=^-yh 

(^M±si) , iiewr^^ V- WT 1 -F is.t>' 

7"^^-?- WT-Comp2 (ffi^)^(7)ie?l|#-^3 17°7 

Ztll^zX-^Xmm 5 3bpcO:;X:SWT l c DNA>?)S# 
>l<^^s:»WTl cDNASrfflV^tRN 
A^-^tlrj«Lit« *-f\ pTTBlueT 'si^^-df 
■yh (yn'i/xyttM) $rffifflL/^TA-^D-:iy^'- 
ffit^liD. K^«cDNAc^-t7"^'0-riy/SrtfV\ 
7°7X S K p T TBlueWT 1 A 1 2:f^SL/i . IS7°5X 
SHSrBamHI (^fijittK) TlBfLf*. 7^"n-X 
y;Hm*t!lS:ffV\ Suprec-01 ( Sfflmtt 
^) IrfflV^tS 1 4 0bpc7)l:lSDNA (7X1 Qiinf 
-//i 1 ) $ryVPJ:OlHliRUc„ #^.ixf^E«DNA« 
cDNA^-^tltLTWTl mRNAi7)^»tffiffl-f 
I,;h*i-Cl'^„ ^IzZcoWMB^AiimmtL. y- 
i/X^-)V T 7 b 5 yx^"J 7°i/ 3 y^ -y h ( J^^'J 

x.y%m) ^ffifflUc-^y ■ t'bofe^Ric-^ffu, R 
]^Am^^ivmLtz, mhtif^Ti'^AW.-^m (wti 

cRNA) ^2 6 OnmCOtRjfeJKtlJ: D^itJtfc.I'!), 
^cr)-mM 7X10123 t°-/i< 1 TS) « 
[0022] (2) )iSM-^RT-;t-Xr7 FPCRffi 
tj;&WTl mRNAiO.ga 
±iEOK- 5 6 2ifflBai*^RN AS:l^:«t tt , tlT 
tC^11i11^T'WTlmRNAc7).€fi2:fT'>3to lUTcOfig; 
^^^t-tfRJ£«5:PS L/C ; 5 0 niMOT b U X -tIK ( P 
H9. 2, 2 5'C) . InMcOMgC I2 . 1 OiiiMtOKC 
1, 14niM(7)(NH4 )2 SO4 , #lraMCOdNTP, 
#0. 4nMC07'7^-?-WTl -Fiat/'WTl-R 
1, ^4 0 0nM<7)r5-<V-CSyr7-Tv-D (E?IJ 

■i-7--Do:)UmL¥\^^-f. ). 1 oucoy^5^'i^7 

— tmSlfJ (SfflitttM) , 2 4Uc7)AMVjfK^^ 
(SffitaS) , lU£7)Pf u DNAtKU^^— fe' 
(Xh^^'i^-yaS) . eUOTaq DNA-'KU^ 

7— fe'(Sffljsas) .10^ at°-cD±ia60RNAS 

±iSOK-5 6 2«i*^RNA, ^fc, ±ie 
cOK-5 6 2ffliaEi3*^RNA(±0. 0 Ing, 0. In 
Ing, 1 Ong, lOOng, 1 0 0 OngCOeSc^RN 

Ki.x'U.mmzm^ Lt^.mmt -tzk^Wl ^ tib®-® 

CD 5 4°C, 1 5^. 
® 9 4°C, 9 0f:!'\ 

(3) 9 4'C, 1 Sfj--- 5 4'C, 3 0f>-7 2'C, 3 0f> 

2:1 :?;Ui:-r^l 0^^9)VmXi^ 

® 9 4'C, 15f>-5 0'C, 3 0?!!'^-7 2'C, 3 0f> 
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[00 23] KJC$l7tA. K«2rr*'o-x^r/i.'l^ 

SWm R N A^t/ R N AM-^ftEi3*<7)t§fi»g 2r Jtlx 

ri^^4+c7)»eUmRNA (WTl mRNA) 
^fz. ISSS-mitc^t. lll(i|B|-£7)K^45r(SfflLt 

ix/c^RNA* dig) . liWiRJlJ-Mft^fcl^ttl^iXT^^W 
(c. »§ii7t:^RN Afii }il^Six/::»&<)mRN A* 



[0024] ( 3 ) -^JPHIIKU® 
±iBOK-562SaflaEi3*^RNAjffl/^ CO Jt^T-Ot^ 
A*ffiJfllEl3*<7)^R N A t ?ft-^ L /t i> C7)^|*;f4 1 LT , 
±iEO:^ffitJ; OWT 1 mRN AftiOiljeSrffo/Co 
*tifilll*^<^<7):^RNACO|l5SWj;Tr i Zo 1 IS^rffl 

2«i±i*^RNAOl:i;J:<-icLTi5 0. ^agS" 

[0025] mmm 2 jiSM-^ rt - p c Rm^mm 

^fi200/z 1 iOPCRffl^A-7-(C. TlS^lcOfifc^ 
^•^tf2 5xi IcO/S-r^^^y mRNASftffl^lt^ 
imUbfc, icoKJE?Sti-2 O-COTt'SStcftffS 

ilfc, ^fc. 7°^-f'7- AC-Fl. BA-RlCOJ^ 

«ge?i)S:-?-ixmie?ij«ioi2?ii#-f-6 . 7 t^^t-, 

[0026] 
[1^1 ] 

1 



Taq DNA.-KiJ^7— fe' 
r5>^V- AC-Fl 
BA-Rl 

/3-r7f-ycDNAM-^l) (t 

3 y'Kr -T T -f 7'P C R-t -y h . l:Sjttt^) 

h'J^-J^K fpH9. 2, 2 5r.) 

MgC 1 2 

KC 1 

(NH4 ) 2 SO4 

•>>-jJi)f7;P7'$y (BSA) 

dNTP 



[0027] U-937iMfla (ATCC CRL-15 
93) ctOTr i Zo iKmSrfflt^TliKUc^RNA 
^ 0 . 0 3-10 0ng//i 1 OfgHT-gPgftffiL/c. Z. 

® 4 sr. 1 5^. 
® 9 4'C. 9 0#, 

® 94°C, 15#--54°C, 3 0#--7 2''C, 3 0# 

1 -t-^ 3 Otf-^ ^/PKIC. 

[0028] K'^Wm, Kmm^7:^'u-xy)V%% 

*;^ix/-v;^RNAa (ng) . iE«Ma*)RNAEb*tii|i 

mii&<r)n.-^m^m^mmmzn-fhm^ (r/c 

it) ^^t, ll2tc^$n&J;^t, tt^n/c^RN 



2. 5U 
2. 5U 
5pmol 
5 pmol 
2 OU 

1 X 1 05 3t°- 
l$z6Jt5 0iiiM 
»?g-K5iiiM 
^iiSl OmM 
«^?iai4mH 
l^ffiSO. 0 1% 
#liiiM 



ti<nu.m\mmm'r^zt^zir>x^~79i-y mR 

N Afi S: fSil . *>oiE5| tS«T- # I. <I i: S ii^c . 
[00 2 9]^tt^j3 a«c7)t hmRNAffl^^-y h 

%W.m 1 iS«<?) t h WT 1 m R N AJgST'ftffl $ ^l/c 

Kmmm^i^^z^ *^^Bflco*ffitj;-?TTiaa2 

le^CO t K m R N Ai SrH^-f htzibCT)^ -/ h'kVML 
tz. 7 h^AMViSe^H*, P f u D N A;KU 
1\ Taq DNA,1fy;<7— tfc03acD^Sr 

•^tf^c7)i:L, ^2ieitc7)«-7''^-^-7-. mj^i,zm.ry 

V- i: #^Wm R N AtSfflfi^l 1 <^^Sfe(?J 1 IBiScD 

#mRNA£Da!l5g(C(sgffl$ix|,7*7^V-2:«2l= 
^■f. ^fc, ^2'^t,Z4mcory^ -7-i:^Ltzhcr) 
ti, m'fiilfflcor7-<-?-i^S:ffiffl-ri.2SI§cOP 
CR (^^Xt'/KPCR) 5r'ff9i;<7)T'$)l.. ^Jt, 3 



(7) 



If W¥ 1 1-89596 



[0030] 



Sfl<)mRNA 



Fits 



b c 1 /ab 1 (CMLM) 



be 1/ab 1 (ALLS) 



P m 1 / r a r a 



a m 1 /m t g 8 



e 2 a/ p b X 



[0031] 
[00 32] 

mm : 

ACAGATGCAC AGCAGGAAGC 

[0034] mm^ : 2 

mm<7)^^ : 2 0 

mm ; 

TGATGGCGGA QAATTCATC 

[0035] mmm : 3 

: 6 2 



cKi 9-F2 mm^9) 

CK19-R1 {R^m^lO) 

CKI 9-R2 mm^i 1 ) 

CK2 0-F1 (ie^lJ#-^12) 
CK20-R1 (iS^J#^l 3) 
CK2 0-R2 (ie^)#-^14) 
F 1 t 3-F 1 (ffi^lJS^l 5) 
F 1 t3-F2 (ie^J#-^16) 
ba-Fl (le^lJS-f-l 7) 
ba-F2 (ie?lj##l 8) 
ba-Rl (ie»-^19) 
ba-F3 {W3m^20) 
ba-F4 {mm^2 1 ) 
ba-R3 {m¥m^2 2) 
ba-R4 (E»^2 3) 
pr-Fl (iE^J#-f24) 
pr-F2 (ffi?l]#-t2 5) 
pr-Rl (ie^j#-t26) 
pr-R2 (lS?lJ#-^2 7) 
am-F 1 (iS5lJ#-^2 8) 
am-F2 ( ia5IJ#-§- 2 9 ) 
am-Rl (id^]||-^3 0) 
am-R2 (lB9lJS-^3 1 ) 
ep-Fl (E»^3 2) 
ep-F2 (ia^)#^3 3) 
ep-Rl (ffi^]S^34) 
ep-R2 {im^^3 5) 

inmrn 

[0033] E^lJ*-^ : 1 
MimcoM^ : 2 0 

mm : 



20 
20 

mm : 

i£?i)coaw : mmm ( ^bJcd n a ) 



^fl^Tl 1-89596 



[00 36] ffi^lj^ 
ffi^JiOftS : 2 0 



[00 37] le^lJi 

nm<r)^^ : 2 0 



[0 0 38] mvi 

: 2 1 

m^<^m : mm 



[00 39] IB^'J^ 

m¥\com : 2 1 



[0040] 

mnco-^^ : 2 1 
m\(^m : mm 



[ 0 0 4 1 ] id^J^ 

mm<r)M^ : 2 1 
la^jcoM : mm 



[0042] mw 

m\COm : 2 1 

mm(nm mm 



[0043] 

R¥lC0^^ : 2 1 

mmcom •. mm 



[0044] iS^IJ^ 

mm<D-&$ : 2 1 
mm<^m mm 



[0045] ffl^ij^ 

mmcn^^ : 2 2 



mm : 

TGTGATGGCG GACTAATTCA TCAACTTTTT 
AG 

4 



mm : 

AGCAGGAAGC ACACTGGTGA 
t^: 5 



mm : 

AACTTTTTCT GACAACTTGG 
6 



le^lj : 

CAAGAGATGG CCACGGCTGC T 
1=^: 7 



mm : 

TCCTTCTGCA TCCTGTCGGC A 
8 



mm : 

GCGGGCAACG AGAAGCTAAC C 
1^^: 9 



mm : 

ATGCAGAACC TCAACGACCG C 
1 0 



mm ■■ 

TCTGCATCTC CAGGTCGGTC C 
1-^:11 



mm : 

CAGTGCaGT TCCGTCTCAA A 
f^: 12 



mm : 

CAGACACACG GTGAACTATG G 
m-. 13 



CTGACAACTT GGACTTGTTT TACCTGTATG 60 

62 

Mimcomm mc^mm (^jjicdna) 

20 

mcom. : -*M 

20 
21 

mmcomm immm (-^jsidna) 

21 

mm : 

ie?ijc?)a» : immm ( -^rScd n a ) 

21 

m¥\(^mm : ffico^g (-^jsdna) 

21 

mm : 

mm<^mm ■. m<7)mm ( -^jsd n a > 

21 

mmcT)^ : mcr>mm (-^jsdna) 

21 

mm-.-^m 

mmff)mm ■. m<omM (-^^dna) 



21 



(9) 



nmi 1 



GATCACaiC CACTGTTAGA CG 
[0046] E?lJ#-t : 1 4 
miCOS:^ : 2 1 

mncom : 

mm : 

AAGTCCTCAG CAGCCAGTTT A 
[0047] : 1 5 

mi(7^m : 2 1 

m\cr>m : mm 

mi : 

TGTCGAGCAG TACTCTAAAC A 
[0048] : 1 6 

le^lWftS : 2 2 
E^lJiOS : 

la^'J : 

ATCCTAGTAC CTTCCCAAAC TC 

[0049] mnm ■■ i ? 

E^jWft^ : 2 0 

AGATGCTGAC CAACTCGTGT 

[0050] mm^ ■■ 1 8 

E^JCOS^ : 2 0 

TTCGCCTGAC CATCAATAAG 
[0051] ge?l|#^ : 1 9 
le^IJ^OftS : 2 0 

m\<^m : mm 

mi : 

GCCACAAAAT CATACAGTGC 

[00 52] mn^^ ■■ 2 0 

lE^JcOftS : 2 1 
ffi^J<7)M : IS© 

m^i : 

TGGCCCCGCA GGTCCTACTC C 
[0053] m¥im : 2 1 

mmM^ : 2 1 

ie?ij : 

GCACTGCCCG GTTGTCGTGT C 
[00 54] iE?^J#^: 2 2 
m\(^&^ : 2 0 

micom : m 

mi : 

CATACAGTGC AACGAAAGGT 

[00 55] mm^ ■■ 2 3 

mmco^^ : 2 1 



ie?ij<7)S« : \mmm (-^bScdna) 

22 

mmcomm ■. mcotm (-^isd n a > 

21 

se^ijcoaa : mcomm ( -^jt d n a ) 

21 

mm(7)mm ■ mcomm ( ^isd n a ) 

22 

m<om : 

le^lJcoSS : itesOl^K ( -&)SD N A ) 
20 

mm<7)mm \mmm ( ^isd n a ) 

20 

ffi^ijcoaw : m<^mm ( n a ) 

20 

ie^ijoaa : m(r>mm ( -^j£d n a ) 

21 

ll^it : -*M 

ie?ijco«a : mcotm ( -^aJcd n a ) 

21 

m¥i(omm ■ mcotm (-^isd n a ) 

20 



(10) 



1-89 5 96 



mm : 

CTGGGTCCAG CGAGAAGGTT T 
[ 0 0 5 6 J ie?lJS-§- : 2 4 
im(D^^ : 2 1 

is^jwM : m 

mi : 

CCCCAGAGCC TGCAAGCTGC C 
[0057] : 2 5 

E^Jc^^R? : 2 1 

mm : 

TGGCTTCGAC GAGTTCAAGG T 

[00 58] mnm 2 e 

iB^JiOft§ : 2 0 

mm<^m ■. m 

mm : 

CATAGTGGTA GCCTGAGGAC 
[0059] ffi5IJ#^ : 2 7 
la^jtfDfi^ : 2 1 

mm : 

CTGGGCAaA TCTCTTCAGA A 
[0060] iBM#^ : 2 8 
le^J^ft? : 2 1 

: mm 

mm : 

GGCAATGATG AAAACTACTC G 

[006 1] mmm^ 2 9 
mmco^^ : 2 1 
m¥\com : ^ 

mm : 

CGAAGTGGAA GAGGGAAAAG C 

[0062] mmm^ s 0 
mmcri^^ : 2 1 

mm\ : 

TCCTATCTCG GGTGAAATGT C 

[0063] rnmrn^- 3 1 

E^JO:SS : 2 1 

mm-. 

GGGGAGGTGG CATTGTTGGA G 
[0064] E?lJ#-^ : 3 2 
: 2 1 

m¥i<r>m : tm 

mm: 

GCGCTGGCCT CAGGTTTCAC C 
[0065] ffi?lj#^ : 3 3 
ie?lJ<^«$ : 2 1 



21 

mmc^mm ■. immm (^^dna) 
21 

mm<r)mm immm ( -^jsd n a ) 
21 

mm : -*« 

mmcomm ■. immm ( -^^ed n a ) 
20 

mm : 

E?ij«os« : mcotm ( ^JSD N a ) 

21 

mm : 

: imim { -^JSD N A ) 
21 

mm : -^m 

h^aiJ~:-S.m^ 

m^icomm ffe^osK (^j^cdn a ) 
21 

m,m : 

h4^u=j- : mm^ 

mmcomm ■. mcotm ( -&)Kd n a ) 

21 

m,m : -*« 

iE?iiioaa : mc^m i-^f^D n a ) 

21 

mm : 

mmcomm i&<r>mt (^«d n a ) 
21 

mmcT^m ■. mk 
mm : 



mm : 

GGAGGCAGCC ACCCCGAGGA C 
[0066] mnm^ : 3 4 
mmcoM^ : 2 1 

CGACCCTCCG CCCTTCTCAG G 
[00 67] : 3 5 

l£^fJcO:K? : 2 1 
BS^JOS : 

EM : 

GCCACGCCTT CCGCTAACAG C 
mi ] *|g0fl*ffit::J:^WTl mRN Ac7)£fii7)S 



! 

n 
Q 
< 

:2; 

B 
(-* 
h 



Sdn^RMAS lag) 



a2)mn^ am :m 



(11) mi¥ll -89 5 96 

nmmm ■. mcotm (^sJcdna) 

21 

mmx : -*M 

21 

: immm (^isid n a ) 

21 

SiOfe^S:, »:^RNAMi:T/Citi;c^M(«T'7i^L. 



jSAl^RNAft (ng) 



?a««^»iBg3TS4#i^ gait 




